Affinity chromatography.
Sub-confluent cells grown in complete media in 15cm dishes were put on ice, washed twice with 2 mL cold PBS, and lysed by scraping in 1 mL cold Modified RIPA buffer (1% NP-40, 0.1% sodium deoxycholate, 150 mM NaCl, 1 mM EDTA, 50 mM Tris-HCl pH 7.5) plus protease and phosphatase inhibitors (Roche Complete Mini protease inhibitor cocktail, 1 mM β-glycerophosphate, 2.5 mM sodium pyrophosphate, 2 mM NaF, 1 mM sodium vanadate) per dish. For the experiment with Raw264.7 macrophages, the complete media was replaced with RPMI Medium 1640 containing 1% FBS and 50 ng/mL Lipopolysaccharide (LPS) and the cells grown for an additional 6 hours before lysis. Lysates from multiple plates were combined and clarified by centrifugation at 18,000 g for 10 minutes at 4°C. The protein concentration of the clarified lysate (supernatant) was determined by BCA assay, and the lysates diluted to 2 mg/mL with Modified RIPA buffer.
Affinity chromatography was performed by incubating 1 mL lysate with the indicated concentrations of biotinylated cholesterol, biotinylated β-sitosterol, or biotin for 2 hours while rotating end-over-end at 4°C, followed by the addition of streptavidin agarose resin (15 μL for 200 nM and 30 μl for 600 nM) that had been prewashed three times for 5 min each with 1 mL Modified RIPA buffer. Samples were then rotated end-over-end with the resin overnight at 4°C. The resin was pelleted at 1000 g for 1 minute at 4°C and washed three times with 600 μl Modified RIPA buffer by gently inverting each tube by hand 15 times. Proteins were then eluted with SDS-PAGE sample buffer by heating to 70°C for 10 minutes and separated on 4-12% Bis-Tris gels (Life Technologies). Gels were then either silver-stained using ProteoSilver Plus kit (Sigma) or transferred to Immobilon-P PVDF membranes (Millipore) for western blotting. Silver-stained bands for proteins bound specifically to biotinylated β-sitosterol were cut out and destained using the reagents provided in the ProteoSilver Plus kit according to the manufacturer's protocol.
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MALDI mass spectrometry
Proteins were identified using Pick 'n Post Protein identification service (Alphalyse, Inc., Palo Alto, CA) essentially as previously described. S1,2 Briefly, gel-excised protein spots were reduced, alkylated with iodoacetamide, and digested with trypsin. The resulting peptides were concentrated on a ZipTip C18 column (Millipore) and eluted onto an anchorchip target for analysis on a Bruker Autoflex Speed MALDI TOF/TOF instrument. The peptide mixture was analyzed in positive reflector mode for accurate peptide mass determination and some of the peptides analyzed by MS/MS fragmentation for partial peptide sequencing. For acquisition of peptide mass fingerprint spectra (PMF, MS), 3000 single shot spectra were averaged and the peak finding was undertaken using the SNAP algorithm. Peptide fragmentation spectra (PFF, MS/MS) were acquired of the 15 most abundant peptides. The MS and MS/MS spectra were combined and used for 
S9
To a solution of stigmasterol 1 (200 mg, 0.46 mmol, 95% pure), 4-(dimethylamino)pyridine (6 mg, 10 mol %) in pyridine (2.0 mL) was added tosyl chloride (175 mg, 0.92 mmol) at room temperature. After 6 h, the reaction was quenched by saturated aq. sodium bicarbonate (8 mL) and the precipitate was collected, washed with water, dried and recrystallized from acetone to give the 2 as white needles (213 mg, 82%). The tosylate 2 (192 mg, 0.34 mmol) and potassium acetate (183 mg, 1.86 mmol) were dissolved in anhydrous methanol (8.5 mL) and refluxed for 3 h. The solution was then evaporated. The resulting white solid was dissolved in ethyl acetate (15 mL), which was then washed by water (2×10 mL) and saturated aq. sodium chloride (2 × 10 mL). The organic layer was dried over anhydrous sodium sulfate. The residue was purified by chromatography on silica gel (10% ethyl acetate in hexanes) to give i-stigmasterol methyl ether 3 (100 mg, 70%) as white solid. To a solution of crude 4 (42 mg) in water (0.3 mL) and 1,4-dioxane (1.0 mL) was added p-toluenesulfonic acid (2 mg, 0.012mmol) . The solution was heated at 80 °C for 3 h before evaporation of the solvent. The residue was then dissolved in ethyl acetate (15 mL). The organic layer was washed with water (2 × 10 mL) and saturated aqueous sodium chloride (2 × 10 mL), and then dried over anhydrous sodium sulfate. The residue was purified by chromatography on silica gel (10% ethyl acetate in hexanes) to give β-sitosterol 5 (36 mg, 84%, 2 steps) as white solid. To a solution of β-sitosterol 5 (36 mg, 0.086 mmol, 1.0 equiv) in anhydrous tetrahydrofuran (4 mL) was added sodium hydride (4.3 mg, 0.18 mmol, 2.1 equiv) at 0 °C. After 0.5 h at room temperature, the suspension was cooled to 0 °C followed by the addition of propargyl bromide (0.019 mL, 0.17 mmol, 2.0 equiv). The mixture was then allowed to warm at 50 °C and stirred for 24 h. The reaction was quenched by icy water at 0 °C and extracted by ethyl acetate (2 × 15 mL).
The combined organic layers were washed by saturated aqueous sodium chloride (2 × 10 mL) and dried over anhydrous sodium sulfate. The residue was then purified by chromatography on silica gel (5% ethyl acetate in hexanes) to give 6 (12 mg, 69% base on recovered starting material) as a white solid in addition to 5 (20 mg). 6, 121.9, 80.4, 78.2, 73.7, 56.8, 56.0, 55.1, 50.1, 45.8, 42.3, 39.8, 38.7, 37.1, 36.8, 36.1, 33.9,31.93, 31.86, 29.1, 28.2, 28.1, 26.0, 24.3, 23.0, 21.1, 19.8, 19.3, 19.0, 18.8, 12.0, 11.9 .
To a solution of 6 (12 mg, 0.0265 mmol, 1.1 equiv) and 7 (11 mg, 0.024 mmol, 1.0 equiv) in tetrahydrofuran (0.1 mL), tbutanol (0.05 mL) and water (0.03 mL) was added a solution of copper(II) sulfate pentahydrate (1.3 mg, 0.052 mmol, 0.22 equiv) in water (0.01 mL) and a solution of sodium ascorbate (2.1 mg, 0.0106 mmol, 0.44 equiv) in water (0.01 mL), respectively. After stirring at 35 °C for 24 h, the solvent was removed and the residue was extracted by ethyl acetate (2 × 5 mL). The combined organic layers were washed by water (3 × 5 mL), saturated aqueous sodium chloride (2 × 10 mL) and dried over anhydrous sodium sulfate. The residue was then purified by chromatography on silica gel (5% methanol in chloroform) to give biotin labeled sitosterol 8 (15 mg, 70%) as a white solid. 146.4, 141.8, 125.7, 122.9, 80.2, 71.6, 71.5, 71.4, 71.3, 70.6, 70.4, 63.4, 61.9, 61.6, 58.2, 57.5, 57.0, 51.7, 51.4, 47.3, 43.5, 41.1, 41.1, 40.4, 40.1, 38.4, 38.0, 37.4, 36.7, 35.1, 33.2, 33.1, 30.4, 29.8, 29.5, 29.4, 27.2, 26.9, 25.3, 24.2, 22.2, 20.2, 19.9, 19.4, 19.4, 12.36, 12.34 
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To a solution of cholesterol 9 (39 mg, 0.1 mmol, 1.0 equiv), 4-(dimethylamino)pyridine (1.2 mg, 0.01 mmol, 0.1 equiv) in pyridine (1.0 mL) was added p-toluenesulfonyl chloride (21 mg, 0.11 mmol, 1.1 equiv) at room temperature. After stirring for 6 h, the reaction was quenched by saturated aqueous sodium bicarbonate (5 mL) and extracted with ethyl acetate (2 × 5 mL). The combined organic layers were washed by water (2 × 3 mL), saturated aqueous sodium chloride (2 × 3 mL) and dried over anhydrous sodium sulfate. The crude was used for the next step without purification.
To a solution of crude tosylate 10 obtained above in anhydrous 1,4-dioxane (1 mL) was added propargyl alcohol (0.046 mL, 0.8 mmol, 8.0 equiv). The solution was then heated to reflux. After stirring for 12 h, the reaction was cooled to room temperature, quenched by water and extracted by ethyl acetate (2 × 5 mL). The combined organic layers were washed by saturated aqueous sodium chloride (2 × 5 mL) and dried over anhydrous sodium sulfate. The residue was then purified by chromatography on silica gel (5% ethyl acetate in hexanes) to give 11 (24 mg, 57%, two steps) as a colorless oil. To a solution of 11 (14 mg, 0.033 mmol, 1.14 equiv) and 7 (13 mg, 0.029 mmol, 1.0 equiv) in tetrahydrofuran (0.1 mL), tbutanol (0.05 mL) and water (0.03 mL) was added a solution of copper(II) sulfate pentahydrate (1.7 mg, 0.0068 mmol, 0.23 equiv) in water (0.01 mL) and a solution of sodium ascorbate (2.7 mg, 0.0136 mmol, 0.47 equiv) in water (0.01 mL), respectively. After stirring at 35 °C for 24 h, the solvent was removed by evaporation and the residue was extracted by ethyl acetate (2 × 5 mL). The combined organic layers were washed by water (3 × 5 mL), saturated aqueous sodium chloride (2 × 10 mL) and dried over anhydrous sodium sulfate. The residue was then purified by chromatography on silica gel (5% methanol in chloroform) to give biotin labeled cholesterol 12 (16 mg, 63%) as a white solid. 166.1, 146.4, 141.8, 125.7, 122.9, 80.1, 71.6, 71.5, 71.4, 71.3, 70.6, 70.4, 63.4, 61.9, 61.6, 58.2, 57.6, 57.0, 51.7, 51.4, 43.5, 41.2, 41.1, 40.7, 40.4, 40.1, 38.4, 38.0, 37.4, 37.1, 36.7, 33.2, 33.1, 29.8, 29.5, 29.4, 29.3, 29.2, 26.8, 25.3, 25.0, 23.2, 23.0, 22.2, 19.9, 19.3, 12.3 
